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D8TECTI0M OF GEHE KDTATI0H8 WITH 
HISK&TCB SBPAZR EHZYMBfi 

Portions of the research described herein were 
supported in part by the National Institutes of 
5 Heaith, Department of Health and Human Services. 
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The invention relates to a method for 
detecting gene mutations in nucleic acids. The 
method can be used to identify an altered base at 
10 a specific site. 



Because many human diseases arise by single 
base pair changes in genes, the analysis of base 
pair mismatcdies and mutation has important 
implications in biomedical research and in 
medicine. For example, single base mutations at 
codons 12, 13 or 61 of one of the three £aa genes 
occur in a significant number of human cancers, the 
highest incidence being found in adenocarcinomas of 
the pancreas (90%) , the colon (50%) and lung (30%) , 
in thyroid tumors (50%) and in myeloid leukemia 
(30%). BOS (1989) Sana.. Baa^, 49, 4682-4689. A 
considerable number of human genetic diseases are 
known to be caused by point mutation (see for 
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example the latest edition of "Mendelian 
Inheritance in Mih" by V.A. McKtosick) . 

single base changes can be neutral, that is, 
encode the sane amino acid if occurring in an exon, 
5 occurring at a non-critical site in an intron or 
may result in a conservative amino acid 
substitution? can result in an amino acid change 
that yields a less fit, albeit functional, gene 
product? or can result in a deleterious allele 
10 which could affect the survival of the host 
organism. 

Single base substitutions that yield 
effectively neutral changes contribute to normal 
population heterogeneity, also known as 

15 polymorphism or balanced polymorphism. The most 
prevalent allele or the allele believed to be the 
oldest in a population is identified as the wild 
type allele. Those single base substitutions that 
reduce the fitness of the organism are commonly 

20 known as mutations. For those mutations that 
reduce fitness, predispose an organism to a disease 
state or that have reduced penetrance or delayed 
expression, it would be beneficial to have the 
capability of diagnosing or identifying the allele 

25 carried by the target organism. 

Direct gene analysis, particularly for the 
detection of single base mutation, can be obtained 
by a variety of techniques. For . example. 
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restriction fragment length polymorphism results 
. from alterations in the recognition sequence of a 
restriction endonuclease. The discovery of a 
restriction fragment length polymorphism enabled 
5 the diagnosis of sickle cell anemia which arises 
from a single amino acid change in globin. But 
the recognition site of restriction endonucleases 
generally is from 4-lo base pairs, there are large 
numbers of restriction endonucleases specific for 
10 unique recognition sites and the recognition sites, 
if organized randomly in the genome, would be 
distributed at a frequency that correlates with the 
number of base pairs in the restriction site. 
Thus, only a small portion of the genome is 
15 monitored by any one enzyme. 

Another means for identifying base 
substitution is direct sequencing of a nucleic acid 
fragment. The two prevalent methods are the 
Maxam/Gilbert method (Maxam & Gilbert (1980) Meth. 
SnZi, 65, 49&-560) and the dideoxy method (Sanger 
et al. (1977) ficas* Hatl* Acad. Sei. . 74, 
5463-5467). Although the use of the polymerase 
chain reaction (PCR) (Saiki et al. (1985) selenga . 
230, 1350-1353) can facili'tate sequencing, direct 
gene sequencing remains a labor intensive and 
tedious means. 

Because mismatches often cause anomalous 
mobility of nucleic acid fragments in 
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electrophoretic procedures, methods have been 
devised for distinguishing aisnatched duple^xes from 
matched duplexes, see for example M/ers et al. 
mSSk^ gnz. (1987) 155, 501-527} . Hismatches can 
be obtained by hybridizing sequences from wild type 
and mutant genes or from a sample with a 
synthesized oligonucleotide. The sensitivity of 
detecting mismatched duplexes can be enhanced by 
conducting the electrophoretic separation under 
denaturing conditions, K/ers et al., subra . 

Another method for detecting mismatches is 
using liNase h (l*?ers et al. (198S) Science . 230, 
1242-1246). For example, a specific probe is 
hybridized to target RNA or DHA and then exposed to 
BNase A, which is able to detect mismatches in a 
duplex structure. The enzyme cleaves at the site 
of a mismatch. Upon electrophoresis under 
denaturing conditions, the mismatch is detectable 
by the presence of nucleic acid fragments vhLsh. are 
smaller than the full length duplex. While the 
BNase A method is not as definitive or as sensitive 
as sequencing, it is more rapid than sequencing. 

r 

Anoth^ approach relies on the instability of 
duplexes comprising an oligonucleotide, see for 
example Conner et al. {SxsZx, Watl. Acad. Sel. 
(1983) 80, 278-282). Such duplexes are stable only 
under well defined hybridization conditions, 
generally involving salt concentration of the 
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hybridization solution and temperature. Thus, an 
oligonucleotide which is complementary except for 
a single mismatch may not remain hybridized to a 
target sequence if the hybridization conditions are 
5 not optimized. That rationale enables the 
detection of mismatches by hybridizing an 
oligonucleotide to a target sequence and 
determining whether a stable duplex molecule 
results. 

10 A newer method relies on UKX ligase which 

covalently joins two adjacent oligonucleotides 
which are hybridized on a complementary target 
nucleic acid, see for exaa^le Laadegren et al. 
(asiSDEft (1988) 241, 1077-1080) . The mismatch must 
occur at the site of ligation. As with other 
methods that rely on oligonucleotides, salt 
concentration and temperature at hybridization are 
crucial. Another consideration is the amount of 
enzyme added relative to the DNA concentration. 

Another method relies on polymerase chain 
reaction amplification of specific oligonucleotide 
primers, see for example Chehab et al. (1987) 
HfiiaaCfir 329, 293-294). The method offers the 
advantages of not requiring a large amount of DNA, 
25 as is required for restriction fragment length 
polymorphism analysis, and is more rapid, than for 
example, the use of allele-specific oligonucleotide 
hybridization. Furthermore, the method does not 
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require the use of radioactive labels. Hu et al. 

(1989) ssazs. Asad& ssL»,i b6, 2757-2760. 

Each of the known prior art methods for 
detecting single base pair mismatches has 
shortcomings. Rjrbridiza'tion and. RKase assays 
occasionally give false positive or false negative 
results due to high background or poor enzyme 
specificity. Methods relying on the use of 
oligonucleotides require carefully controlled 
hybridization conditions. The use of 
allele-specific oligonucleotides also requires 
finely tuned conditions as one of the pair of PGR 
primers must be perfectly matched and the other, 
because of one or more misnatcaies, must, hat 
hybridize for discrimination to be possible. 
Methods that rely on pgr can have contamination 
problems and some mismatches can form base pairs 
thereby producing false results. DNA sequencing 
cannot detect a base change in a OVA sas^le which 
is contaminated with more than 80% of normal DNA. 

Denaturing gradient gel or the BNase A methods 
can assess long stretches of DNA for mismat^es, 
however, those methods are not as sensitive as the 
ligase method because they are estimated to test, 
only about half of all mutations that involve 
single nucleotides. Furthermore, less than half of 
all point mutations give rise to gain or loss of a 



restriction enzyme cleavage site. Landegren et al. 
(1988) §sisns&, 241, 1077-1080. 

All Of the methods mentioned above cannot 
reliably detect a base change in a nucleic acid 
which is contaminated with more than 80% of a 
background nucleic acid, such as normal or wild 
type sequences. Contamination problems are 
significant in cancer detection wherein a malignant 
cell, in circulation for example, is present in 
extremely low amounts. Thus, the methods now in 
use lack adequate sensitivity to find practical use 
in a clinical setting. it is desirable for an 
assay to have a sensitivity of less than 20%, that 
is, capable of detecting a variant sequence that 
comprises less than 20% of a sample, and preferably 
less than 10%. 

Accordingly, there is a need for a sensitive 
and accurate assay for detecting single base pair 
mismatches which does not require the use of toxic 
labels, does not require a large amount of a 
sample, is not labor intensive and is robust. It 
is particularly advantageous if the assay has a 
sensitivity of detecting a single base change in a 
DNA sample contaminated by up to, if not more than, 
about 99% normal DNA. 

There are a class of enzymes that repair 
mismatches in nucleic acids, and particularly in 
DNA. Suitable enzymes, for example, are those 



which specifically cleave nucleic acid straxuis near 
mismatches. Some of those enzymes have nucleic 
acid glycosylase activity as well as apurinic or 
apyrimidinic endonuclease activity. 

For example, a ^ methylation-independent 
pathway in E. coli acts unidirectionally on 6/T 
mismatches to restore the G/C pair at the second 
position within the sequence 5'-CC(A/T)GG. Lieb 
(1985) }Ss2^ SsUl ggQS&a., 101, 118-125. The enzyme 
involved with that repair function has been 
es^ressed as a fusion protein, Hennecke et al. 
(1991) Natura. 353, il6-118. 

Wiebauer & Jiricny ( Nature (1989) 339, 
234-236; PTflg, USXlx. tOAx. Sel. (X990) 87, 
3842-3845) reported an enzyme obtained from ReLa 
nxiclear extracts capable of correcting 6/T 
mismatches almost exclusively to 6/C pairs. 

A daa-independent repair pathway specific for 
A/C mismatches requires expression of the E. coli 
aafit gene prodtict. Lu & Chang (1988 > Genet. , 108, 
593-600? Tsai-Wu et al. (1991) Baeteriol. . 173, 
1902-1910- The repair mechanism is unidirectional 
resulting in an A to C conversion. The enzyme 
responsible for the repair activity both binds 
specifically to A/6 mismatches and cleaves the 
nucleic acid at either side of the adenine residue. 
Th^e are no incisions on the other strand. The 
repair system is proposed to convert A/G mismatches 
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to a C/G base pair. Lu & Chang (1988) Cell > 54, 
805-812. 

Similar enzymes specific for A/G mismatches 
have been found in human (Yang et al. (1991) 
5 &is2^ Chen. . 266, 6480-6484) and calf thymus 

cells. The all-type endonuclease described 
hereinbelow and obtained from HeLa,. calf thymus and 
yeast cells nicks at eight different base pair 
mismatches . 
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It is an object of the instant invention to 
provide a sensitive and accurate method for 
detecting base pair mismatches in nucleic acid 
sequences and particularly in ONA sequences, such 
15 as genomic DNA sequences. 

Another object of the instant invention is to 
provide a method for identifying the nucleotide at 
a specific site in a nucleic acid without using 
sequencing methods. 

20 Those and other objects were attained through 

the development of a method for identifying a 
nucleotide base at a single site in a nucleic acid 
comprising: 
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(a), obtaining single stranded target 
nucleic acid sequences; 



hybridizing oligonucleotides 
comprising said site to said single 
stranded nucleic acid sequences, 
wherein said oligonucleotides may or 
may not be complementary at said 
site in said single stranded nucleic 
acid' sequences, to form 
oligonucleotide-target nucleic acid 
secpxence hybrids? 

(c) exposing said nucleic acid sequence 
hybrids to an enzyme that binds to 
mismatch bases to form 
enzyme^nucleic acid complexes or 
that cleaves one strand containing 
a mismatched base pair to produce 
cleaved fragments; 

(d> determining the presence of said 
enzyme-nucleic acid complexes or 
said cleaved fragments; and 

e) identifying the nucleotide base at 
said site by virtue of whether a 
reaction with an oligonucleotide 



(b) 



10 



- 10 



wo 93/20233 



PCr/US93/02329 
forms a complex or produces cleaved 
fragments. 



The method is further exemplified wherein said 
oligonucleotides comprise a first and a second 
oligonucleotide complementary to a first single 
stranded nucleic acid and a third and a fourth 
oligonucleotide complementary to the second single 
stranded nucleic acid; and wherein said first and 
said third oligonucleotides comprise A, T, G or c 
at said site, and said second and said fourth 
oligonucleotides comprise at said site a base other 
than that base which hybridizes under normal 
conditions with the base at said site in said first 
and said third oligonucleotides. 

The instant invention also provides a method 
for identifying a base pair mismatch at a site in 
a nucleic acid comprising: 

(a) obtaining single stranded target 
nucleic acid sequences; 

(b) hybridizing nucleic acid fragments 
obtained from wild type cells or 
oligonucleotides coa^rising said 
site to said single stranded nucleic 
acid sequences, wherein said 
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fragments or said oligonucleotides 
may or may not be complementary at 
said site in said single stranded 
sequence, to form fragment-target 
5 nucleic acid hybrids or 

oligonudeotide-target nucleic acid 
hybrids t 



(c) exposing said nucleic acid h^rids 
to an enzyme that binds specifically 
to base pair mismatches to form 
enzyme-nucleic acid complexes or 
that cleaves a nucleic acid strand 
ta produce cleaved fragments; and 
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(d) determining the presence of said 
complexes or said cleaved fragments. 

The instant invention also provides a method 
for detecting the loss of a wild type allele 
comprising identifying a mismatch between a first 
nucleic acid obtained from twget cells and a 
20 second nucleic acid, wherein said first and said 
second nucleic acids are hybridized to form a 
duplex and said duplex is exposed to an enzyme 
which binds to a mismatch base pair to form a 
conqplex or which cleaves said first or second 
nucleic acid to form cleaved fragments and 
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determining the presence of said complex or said 
cleaved fragments. The second nucleic acid can be 
obtained from a wild type cell or synthesized. 

The instant methods can be useful in the 
detection of genetic disease, cancer amd. genetic 
variability such as normal polymorphisms. 

Determining whether cleavage occurred can be 
accomplished in a variety of art-recognized 
methods. Thus, such a determination can be 
accomplished by direct analysis of the sequences , 
such as by nucleotide sequencing, or by determining 
fragment lengths following labelling of the nucleic 
acid sequence^ with, for exasople, radioactive 
labels, such as *p. The use of denaturing gels can 
facilitate discrimination of the reaction products. 

Alternatively, cleavage can be inferred for 
example, by labelling the nucleic acid sequence at 
two sites on either side of the target site. Thus, 
for example r the doubly labelled nucleic acid is 
fixed to a solid support at one end and following 
the enzymatic reaction with the mismatch enzyme and 
a wash, presence of both labels or one label, that 
on the end fiaeed to the solid support or that 
washed away, is assessed. The labels can be the 
same or different. Preferably the reporter 
molecules are non^-radioactive labels, such as 
enzymes or dyes. 



Detection of nisnatches can occur also by 
deterainin? the presence of enzyme-nucleic add 
complexes, for example, by analysis on a native 
gel, gel retardation assay, essentially as 
described in Pried & Crothers f Nuel. Acids Res. 
(1981) 9, 6505*6526). 

The instant invention relates to the use of a 
class of enzymes capable of mismatch detection 
and/or repair to detect single base pair mutations 
in nucleic acids and particularly in DNA, such att 
in genomic DKA.. Any of the class of enzymes 
capable of identifying or binding to a site of a 
base pair mismatch and/or cleaving at or about that 
site can be used in the instant invention. 

The instant invention finds utility in the 
diagnosis of genetic disorders that arise from 
point anitations. Many cancers, for example, cam be 
traced to point mutations in kinases, growth 
factors, receptors binding proteins and nuclear 
proteiiis. Some of the disorders include q^stic 
fibrosis, xeroderma pigmentosum, ataxia 
telangiectasia. Bloom's syndrome, the 
hemoglobinopathies, such as thalassemia and sickle 
cell disease, other diseases that eurise from inborn 
errors of metabolism, such as phenylketonuria. 
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muscuXar dystrophy, mental retardation syndromes, 
such as the fragile X syndrome / Albright's 
osteodystrophy, specific genes associated with 
cancer, such as DCC, NP-i, rb, 553, erbA and the 
5 Wilm's tumor gene, and various oncogenes, such as 
abl, erbB, src, sis, ras, fos, myb and myc. 

The instant assay can be used on the nucleic 
acids of a variety of cells, for example, blood 
cells, amniocytes, that is cells found in the 
10 amniotic fluid, bone marrow cells, cells obtained 
from a biopsy specimen and the like. The nucleic 
acids can be ribo or deoxyribo nucleic acids. 
Double stranded nucleic acids are rendered single 
stranded using known techniques. 

The term, "base pair mismatch", indicates a 
base pair combination that generally does not form 
in nucleic acids under normal circumstances. . For 
exaa^le, when dealing with the bases commonly found 
in DNA, namely adenine, guanine, cytosine and 
thymidine, base pair mismatches are those base 
eoBbinations not including the A-T and G-c pairs 
normally formed in DNA's. 

As used herein, "complementary" indicates 
normal base pairing between two nucleic acid 
25 strands but may include a mismatch at a site. 

As used herein, "oligonucleotide" indicates 
any short segment of nucleic acid which can be 
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obtained as a fragment from a ceXl, for example as 
a restriction fragment, or is synthesized in vitro. 

An enzyme of the clase of enzymes which is 
suitable in. the practice of the instant invention 
is that described in Lu & Chang (Cell (1988) 54, 
805-812) which recognizes the A/G mismatch. The 
enzyme is obtained from E. coli and is identified 
as MtttY (or KlcA) . 

A suitable method for obtaining an enzyme 
useful in the instant invention is exemplified in 
a method for obtaining the A/0 mismatch enzyme. 
The A/6 mismatch enzyme can be obtained from 
E» coli, such as any wild type strain available 
from ^e American Type Culture Collection. The 
cells are lysed in a suitable buffer such as a 
buffer comprising about 15 mM Tris-HCl, pH 7.6, 
about 0.1 mM EDTA, about 0,5 mM DTT and about 
0.1 mK FHSF (Buffer A). The cells are lysed by 
commonly known methods such as freeze-thaw or 
sonication. The lysate is clarified by 
centrif ugation and the supernatant is treated with 
about 25% (w/v) streptomycin sulfate. Any 
insoluble material is removed and solid aamenium 
sulfate is added to the supernatant to a 
concentration of about 35%. The precipitate 
obtained therefrom is suspended in buffer A recited 
above. 



The suspension is dialyzed against the 
above-noted buffer A. The resulting dialysate is 
suspended in a suitable buffer such as one 
comprising about 20 nM potassium phosphate, pH 7.4, 
about 0.5 aiM DTT, about 0.1 nM EDTA and about 
0.1 nM PMSF, containing about 0.05 nM potassium 
chloride (Buffer B) . 

The resulting solution is passed over a 
phosphocellulose column and the column is eluted 
with a linear gradient of about 0.05-0.5 m 
potassium chloride in the above-noted buffer B. 
Those fractions containing A/G mismatch binding 
and/or nicking activity, which elute at about 0.3 
M potassium chloride, are pooled and are applied to 
a hydroxyapatite column equilibrated with the same 
buffer B as noted above except that the potassium 
phosphate concentration is lo mH and the solution 
contains 0.01 M potassium chloride. The column is 
eluted with a linear gradient of potassium 
phosphate (pH 7.4, about 0.01-0.€ M) containing 
0.5 nM DTT and O.l mM PMSF. Active fractions 
obtained from the column can be stored at -70'C. 

Alternatively, the eluate further is dialyzed 
against a buffer comprising about 20 nM kpo^ 
tpH 7.4], about 0.1 mH EDTA, about 0.5 mH DTT, 
about 0.5 M KCl, about 0.1 nM FKSF and about 10% 
(v/v) glycerol (Buffer C) . The dialysate is 
applied to a heparin-agarose column and eluted with 
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a 0.1-0.6 H KCl gradient in the same buf£er C. h/G 
nicsking activity elutes at about 0.38 M KCl and the 
fractions are dialyzed against buffer C. The 
resulting endonuclease preparation is purified 
5 about 1,500 fold. 

The gene product of the nuty (or micil) locus 
of E. coli is essential to obtain 
methylation-independent repair of A/G mismatches. 
The DNA sequence of the mutY locus has been cloned 

la and found to encode a protein of about 39 kd 
molecular weight which carries A/G 
mismatch-specific nicking activity. Tsai-Wu et al. 
(1991) Baeteriol.. 173, 1902-1910. The 

recombineuit eazyaa can be used in the practice of 

15 the instant invention. 

The determination of leather an enzyme with 
the requisite characteristics is obtained can rely 
either on the capability of a protein to bind 
specifically to an A/6 mismatch or on the 

20 capability to cleave at or about an A/G mismatch. 

By way of example, the hybrid of phages fl 
H229 and M28 has an A/G xd.sBatch at position 5621. 
Boeke (1981) Halo. Gen. Genet. . 181, 288-291; Lu et 
al. (1983) Pree. Natl. Sei. . 80, 4639-4643. 

25 Thus, a nucleic acid fragment containing position 
5621 can be used in a protein-nucleic acid binding 
or nicking assay. Alternatively, two annealed 
oligonucleotides, made in a commercially available 
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DNA synthesizer, which are coa^jlenentary except at 
one defined position where an A/G " mismatch is 
configured, can be used as a heteroduplex carrying 
an A/G mismatch in the above noted assays. 
5 In a binding assay, protein samples are 

incubated with labelled nucleic acid fragment 
containing, according to the example above, the A/G 
mismatch along with non-labeled, non-specific DNA 
(see Fried & crothers, supra; Carthew et al., 
10 (1985) £sil, 43, 439-448). Briefly, protein 
samples are incubated with labeled target nucleic 
acid in a buffer comprising about 20 mM Tris-HCl 
(pH 7.6), about 80 nM NaCl, about l mM EDTA and 
about 2.9% glycerol for about 30 minutes at about 
15 30«. Following incubation, the samples are applied 
to a polyacrylamide gel (about 4%) using low ionic 
strength buffers (about 7 mM Tris-HCl, pH 7.5, 
about 3 mH sodium acetate and about 1 mM EDTA) . 
Protein-nucleic acid complexes migrate slower than 
20 nucleic acid fragments alone. 

Nicking activity can be determined in a 
similar fashion as for determining the 
protein-nucleic acid complexes. Following the 
incubation period, the nucleic acid samples are 
25 denatured, for example, by heat treatment, exposure 
to formamide or both, and then the samples are 
applied to a standard denaturing polyacrylamide 
gel, for example about 8% with about 8 M urea, for 
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resolution. Successful nicking, is revealed by the 
presence of one or more snaller^sized nucleic acid 
fragments as compared to the intact nucleic acid 
fragment. 

A T/G-specific endonuclease can be detected 
and obtained using the same procedures except using 
an T/G mismatch-containing nucleic acid* 

By configuring other specific combinations of 
mismatches in the nucleic acid substrate, other 
enzymes contemplated to be useful in the practice 
of the instant invention can be identified and 
purified, such as the "all type" enzyme from HeLa 
cells, calf thymus and yeast cells described 
further hereinbelow. Chang fi Lu (1991) Kuel> Aeida 
SSS^r 19 r 4761-4766; Yang et al. (1991) Biol, 
Chem. . 266, 6480-6484. 

The human and yeast all type endonuclease can 
nick at all eight base pair mismatches. Thus, that 
enzyme can be used for general screening for any 
mutations. In that case, polymerase chain reaction 
(PGR) products from normal and suspected mutant 
nucleic acids can be hybridized and tested with the 
all type enzyme. Because different mismatches may 
be identified with differing efficiencies and 
sequence environment may have an effect on 
cleavage, labeling of different ends of the target 
nucleic acids or FCR products can be used. 
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It has been found that in the case ot the A/G 
mismatch enzyme of Lu & Chang, suora . the enzyme is 
active on not only nucleic acids of the endogenous 
host, E. coli, but is active on the nucleic acids 
of other species as well. Essentially, any nucleic 
acid containing an A/G mismatch is a suitable 
substrate for the A/G mismatch enzyme. Thus, in 
the case of the A/G mismatch enzyme, the enzyme can 
be used to detect A/G mismatches in agriculturally 
beneficial species and in humans, for example. 
That discovery enables the diagnosis of single base 
pair mismatches or mutation that can give rise to 
deleterious alleles and disease states. Species 
specificity does not appear to be a characteristic 
of the mismatch repair enzymes, similar to the many 
restriction endonudeases which essentially act on 
DNA of any species. 

Accordingly, in one embodiment, the instant 
invention relates to a method of detecting specif ic 
nucleic acid mutations with a mismatch enzyme, such 
as the A/G mismatch enzyme, that can be used to 
determine the presence of specific alleles or 
aberrant alleles in a nucleic acid, such as the 
genomic DNA, of an animal or a patient. Uses 
include prenatal diagnosis of genetic disease or 
the identification of latent genetic disease, that 
is diseases with low penetremce or delayed 
expression. The assays can be practiced 
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essentially as described above, that is, cells of 
a patient suspected of carrying a genetic disorder 
can be obtained, possibly circulating cells such as 
lymphocytes or by biopsy of a diseased organ, the 
nucleic acids from the cells are obtained, a 
specific region optionally can be amplified by PCR, 
hybridized vith normal or vild type nucleic acid or 
with a specific probe, if necesisary, treated with 
an appropriate restriction endonuclease to provide 
a fragment containing the suspected base pair 
mismatch or mutation, exposed to a mismatch enzyme 
and either the binding assay or the nicking assay 
is conducted. 

In the binding assay and nicking assay 
described hereinabove, the presence of the 
protein-nucleic acid complex or of the cleaved 
fragments can be determined in a number of 
art-recognired methods, see for example Fried & 
Crothera (SH^ hsl^ Res. (1981) 9, 6505-6525). 
For example, the nucleic acid in the binding assay 
can be tagged with a radioactive label, such as a 
radiolabelled base (in the nicking assay, either 
the probe or the target genomic nucleic acid can be 
labelled to determine if cleavage occurs) and the 
respective molecular weights and migration 
distances are inferred therefrom following a 
separation and/or a sizing procedure, such as 
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electrophoresis. Examples of radioisotopes that 
can be used include 'h, ^f, "s and '2*1. 

In a clinical setting and for general use in 
many clinical testing laboratories, it is 
5 preferable that methods that do not require the use 
of radiolabelled nucleotides be used. Thus, the 
nucleic acids can be labelled vith biotinylated 
bases and the presence of the biotin moiety can be 
determined by the use of avidin or streptavidin 
10 labelled reporter molecules, which in turn can be 
ascertained by the use of the appropriate 
colorimetric or chemiluminescent substrate. (For 
example, BRL, Gaithersburg, MD, distributes 
biotinylated dATP, streptavidin-alkaline 
15 phosphatase conjugate and the appropriate 
phosphatase substrates. Lumigen«-PPG is a suitable 
substrate distributed by Millipore, MA.) 

Similarly, it also is possible to use bases 
which are labelled with compounds that are 
20 luminescent, for example, some automatic nucleic 
acid sequenators rely on the use of the four common 
bases each labelled with a compound having a unique 
color signature. Luminescence is determinable in 
a liquid scintillation counter, luminometer or by 
25 the use of light-sensitive films. Typical examples 
of luminescent compounds which can be used include 
fluorescent compounds, such as fluorescein 
isothiocyanate (Sigma), that emit light upon 
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excitation and chemiluminescent conpoiinds that emit 
light as a result of a ehenical reaction, such as 
the use of reporter aoleeules comprisin? dioxetane 
d^ivatives (PhotoGene*, BSL, MD) . 
5 In another embodiment, particularly when using 

the nicking assay, the nucleic acid to be labelled, 
either the probe or the genomic target sequence, is 
labeled at both ends, that is on either side of the 
mismatch. The label may be the same or different. 

10 For example, one end may be labelled with biotin 
and the other end may be . labelled with a 
luminescent compound. 

Thus, an intact molecule comprises both labels 
whereas a cleaved molecule yields two subfragments, 

15 each with one label. For example, using 
fluorescent molecules that emit at different 
wavelengths or dyes of different color, a nucleic 
acid can be so labelled and the determination of 
whether cleavage has occurred is assessed by the 

20 presence of both labels in the sample or of only 
one label, for example, after a washing procedure 
wherein one end of the doubly labelled nucleic acid 
is affixed to a solid phase enabling the cleaved 
fragment carrying the second labelled end to be 

25 . removed by a washing procedure. If identical 
labels are used, then the determination is whether 
a "single dose" or a "double dose" of label is 
presMit following the washing procedure. 
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According to the assay system using the N-ras 
gene, the sensitivity of the instant assay is at 
least on the order of 1%, that is the assay can 
detect tuaor cells that are present in a 99% 
background of normal cells. Thus, the instant 
assay can identify a sequence variant found at a 
frequency of one variant out of a hundred. 

Accordingly, it is not necessary to obtain a 
specific biopsy section or to purify a cell 
population prior to use of the instant assay, such 
as by flow cytometry. The instant assay enables 
the detection of a genetic disorder using 
circulating cells found in a routine specimen. 

In another embodiment, the invention 
contemplates the use of enzymes that recognize 
specific base pair mismatches for determining the 
identify of a particular base at a mismatch site 
whether the mismatched base pair is one of the 
pairs that is recognized by the enzyme or not. 

Pour possible oligonucleotide probes are 
synthesized to span the site of interest. Two of 
the probes correspond to coding sequences of the 
gene of interest and another two probes are 
complementary to the aforementioned two probes. 
The strategy is outlined in Table. l wherein probes 
I and II represent the coding sequence probes and 
probes III and iv represent the probes 
complementary to probes I and 11, respectively. 
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Table l. Eacpected mismatch formation and cleavage 
results vising E. coll A/6 endonudease 



5 


Sequence et the 
nitatfon site 


I*' 
<codfng. A) 


(eodins, G) 


(nencoding. A) 


iv" 

(noncodfng, G) 




A 
T 


A* 

T(-> 


G 

T*(-) 


A 

A-(.) 


A* 

G(-H.)« 


10 


C 
6 


A* 

6(++) 


G 


C 

A*(+> 


C* 

G(-) 




G 
C 


A* 

C(+) 


G 


G 


G* 

G(-) 




T 
A 


A* 

A(-) 


6 

A*(++) 


T 


T* 

G(-) 



* represmts the labelled strsuid 

a use 5* end-labelled oligonucleotide probe 

b use unlabelled oligonucleotide to hybridize 
with labelled PCR amplified target sequence 

20 c double positive result indicates A/G 
mismatch-containing nucleic can be nicked by 
the endonudease and shows a lower molecular 
weight band(s) in the autoradiogram of a 
sequencing gel; A/c mismatch nicked weakly by 

25 the A/6 mismatch enzyme 
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In the example of Table l, probes i and tli 
contain adenine at the position where the mutation 
occurs whereas probes ll and IV contain guanine at 
that site. The probes containing adenine, probes 
5 I and III of Table 1, are end-labelled at the 5' 
end, for example, with kinase using standard 
procedures. Probes containing guanine are not 
labelled. In the hybridization reactions wherein 
the guanine-containing oligos are used (probes il 
and IV), the target nucleic acid fragment is 
labelled. 

The target nucleic acid sequence is rendered 
single stranded and exposed to the various probes 
in individual reaction vessels to enable duplex 
formation. Depending on the sequence of the target 
nucleic acid at the target site, the various probes 
will generate either no mismatch or a certain base 
mismatch after hybridization. The resulting 
duplexes are digested with a specific mismatch 
enzyme, such as the A/S mismatch enzyme, the T/G 
mismatch enzyme (Wiebauer & Jiricny (1989) Natnra . 
339, 234-236), the all-type enzyme (Yeh et al. 

(1991) i. fliflj^ Shtmj.f 261, 6480-6484) or 
combinations of several different enzymes, and the 
25 nucleic acid fragments following incubation are 
identified by denaturing gel electrophoresis. 

Any nucleic acid with a specific mismatch, in 
the cases noted above, an A/6 mismatch or a T/G 



15 



20 
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B is w a t ehy can be detected and localized by the 
presence of one or more sobfragments. Ttaxs, in the 
Example of Table 1, using the A/G mismatch enzyme, 
if a lower molecular weight fragment noted in the 
5 reaction with the taurget sequence contains an 
adenine at the site of interest. Table l, line l, 
a digestion product, that is a subfragment, will be 
observed when the target gene is hybridized with 
oligonucleotide IV. if the target site is a c 

10 (Table 1, line 2) , a subfragment will be found in 
the duplex in which oligonucleotide I is used. 

It is not essential that all four reactions be 
run concurrently to identify the base at the target 
site. The individual reactions can be run 

15 sequentially, or in any combination or order, as 
identification of the variant base could occur in 
the first reaction based on the unique pattern of 
reactivity tar each oligonucleotide. 

In another embodiment, the invention 

20 contemplates the use of a general mismatch enzyme 
that is not restricted to a specific mismatch, that 
is, the enzyme is not restricted to recognizing 
only tile A/G mismatch, for exai^le. Such an enzyme 
has been obtained from bovine, yeast and human and 

25 the enzyme can nick at all eight base pair 
mismatches. Yeh et al. (1991) Biol. Chem. . 266, 
6480-6484. Thus, the general (all typej mismatch 
enzyme can be used to compare suspected mutant 
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nucleic acid with wild type nucleic acid or in a 
first screening for any mutation because the site 
emd base at that site may not be Jcnown and only a 
single oligonucleotide probe or the mutant and 
normal nucleic acids, relative to the target site, 
need be used. in using the general mismatch 
enzyme, the artisan must consider that different 
mismatches may be recognized with different 
efficiencies and that neighboring sequence 
environment could have some effect on binding and 
cleavage. Nevertheless, the general mismatch 
endonuclease retains the property of cleaving only 
one of the strands. 

To overcome strand specificity that could 
hinder the detection of a base pair mismatch, other 
mismatch enzymes, topoisomerases, glycolases and 
endonucleases, or combinations thereof, can be 
included in the screening of nucleic acid 
mismatches. Grilly et al. (1990) Mutat. figg^ 236, 
253-267. 

An example of a general mismatch endonuclease 
is one obtainable from calf thymus nuclear extracts 
by a modified method as described in Dignam et al . , 
Nucl. Acids Res., 17, 2437-2448, 1989). Briefly, 
frozen calf thymus (about 500 g) is thawed under 
running cold water, sliced and cleaned of 
connective tissue and vessels. The tissue slices 
are placed in solution A comprising about 0.2 M 
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sucrose, about 3 m MgClj, about 40 nM NaCl, about 
O.as ntt FKSF and about 5 inM HEPES, pH 7.9 and 
homogenized. The homogenate lis filtered 

sequentially through one, two and four layers of 
5 cheesecloth prewashed with chilled solution A. 

The filtrate is centrifuged at 75Q x g for 
seven ninutes and the nuclear pellet is washed with 
solution A. About 250 ml of packed nuclei were 
suspended in about 500 ml of Solution E comprising 

10 about 10% sucrose, about 0.01% HP-40, about i mK 
DIT, about 0.1 mK SHSF, about 0.3S K KCl and about 
25 fflH HEPES, pH 7.9 and incubated at about 4*>C. for 
about two hours. The nuclear debris was removed by 
centrifugation. The supernatant was dilut«l to 

15 100 mK KCl by adding about two volumes of Buffer A 
comprising about 20 mK KPO^, pH 7.4, about o.i nM 
EDTA, about 0.5 mK DTT and about 0.1 nM PMSF. 

In the ease of obtaining an all.-^e mismatch 
enzyme from human cells, such as HeLa cells, again 

20 a modification of the method of Dignam et al., 
supra, is employed. The isolated nuclear extract 
(fraction I) in about 60 ml buffer (con^rising 
about 20 mK ESSES, pH 7.4, about 25% glycerol, 
about 0.42 M NaCl, about 1.5 MgClj, about 0.2 nM 

25 EDTA, about 0.5 nM PMSP and about 0.5 nM DTT) was 
mixed with about 440 ml of buffer A (about 20 mH 
KPO^, pH 7.4, about 0.5 nM DTT, about 0.1 nM EDTA 
and about 0.1 mM PMSF) containing about 0.05 M KCl 
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and the entire mixture is applied to an ion 
exchange column such as a 140 nl Bio-Rex 70 column 
(BioRad) equilibrated with buffer A containing 
about 0.05 mM KCl. Following a wash with the 
5 equilibration buffer, the column can be eluted with 
a linear gradient of KCl (about o.i-i.o M) in 
buffer A. The fractions containing the general 
mismatch endonuclease, which eluted. at about 0.8 M 
KCl, are pooled (Fraction II). 
10 Fraction II can be applied to a hydroxyapatite 

column equilibrated with buffer A containing about 
O.OS M KCl. After washing with equilibration 
buffer, the column is eluted with a linear gradient 
of potassium phosphate (pK 7.4, about 0.01-0.6 M) 
15 containing about 0.5 M DTT and about o.l M PMSF. 
Active fractions, which elute at about 0.4 M 
phosphate buffer, are pooled (fraction III) ■ and 
dialyzed against buffer A. 

The sample can be loaded onto a heparin 
20 agarose column and eluted with, for example about 
0.7 mM Naci in buffer A. The eluted sample can be 
frozen in small aliquots and stored at -70*C. 

Presence of the general mismatch endonudease 
in the fractions can be determined essentially as 
25 described above for the A/G-specific endonudease 
using the nucleic acid binding assay or the nicking 
assay with the appropriate nuclsic acid fragments 
containing a mismatch. 
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The invention now will be described further by 
way of the following, non-llalting examples. Unless 
otherwise indicated all amounts are either as (w/w) 
or (w/v) . 



Oligonucleotide primers and repair probes were 
synthesized using standard phosphoramidite 
chemistry on an Applied Biosysteos DNA synthesizer 
according to the manufacturer's recommendations. 

10 See for exaaiple, Beaucage & Caruthers (1981) Tetra. 
2^^r 22, 1859-1862; Hattencci fi Caruthers (1981) 
0^ MSSC«. ^ISBL. SSC., 103, 3185-3191. The 
oligonucleotides were purified in 8-25% sequencing 
gels prior to use. The oligonucleotide denoted as 

15 Chang A16 (SEQ id no:1) was annealed with 
oligonucleotide Chang G16 (SEQ ID NO: 2) to form 
duplex DNA with an A/G mismatch at position 51 for 
use in the endonuclease assay. 
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Table 2. Sequences of oligonucleotides^ 

^h^Pq S'^aHSTCCTTAAGCTTTCTTCCCTTCCTTTCTCGCC 

ACGTTCGCCGAATTAGGCTTTCCCCGTCAAGCTCAA 
5 ATCGGGGGCTCCCTTTAGGGTTCCGATCTCGA6CTTT 

ACGGCC 3* (SBQ ID N0:1) 

Cfraqq S'SSSSGGCCGTAAAGCTCGAGATCGGAACCCTAAAGG 

GAGCCCCCGATTTAGAGCTT6ACGGGGAAAGCCGAAT 
,» TCGGCGAAC6TGGCGA6AAAG6AAGGGAAGAAA6CTT 
^° (SEQ ID NO: 2) 

?!i^S\'^^ S'lISgGGTGAAACCTGTTTGTTGGACATACTGGATAC 
107N N-ras-61 AGCTGGACGAGAAGAGTACAGTGCCaTGAGAGACCAA 
probe TACATGAGGACAGGC6AAGGCTTCCTCTGT6TAT 3« 

(SEQ ZD NO: 3) 

15 gft^ffq n S'SfiTGGACATACTGGATACAGCTGGACGAGAAGAGTA 

CA6TGCCATGAGA6 3* (SEQ ID N0:4) 

103bp left primer 5'«^^«^CCTGTTTGTO6A 3' (SEQ ID NO: 5) 

20 f§3bp right primer ^ ' ATAOUaGAGGAAGCCTTCG 3 • (SEQ ID NO: 6) 

fibp left primer ^ '^CATACTGGATACaGCT 3 • (SEQ ID NO: 7) 

48bp right primer ^•"C^'^G^CTGTACTCT 3' (SEQ ID NO: 8) 

1 «^ S'GATCGAATTCGATTCTTACAGAAAACAAGT 3' 

210bp left prxmer (SEQ ID NO: 9) 



30 



fi 5»CTA6TTCGAATCCTA6TACCT6TAGAGGTT 3« 

210bp right primer (SEQ ID N0:1G) 



L2!!S!!S^"2J ^"^^ protruding ends for labeling with Klenow 

fragmrat after annealing with the complementary strand or PCR 
product* 
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A htJinan hepatoblastoma cell line, Hep-G-2, 
obtainable from the ATCC under accession number 
HB 8065, contains a single base change at codon 61, 
5 CAA to CTA. Hsu et al. (1990) Proe. Natl. Am. 
£SSS£<. SSDELu £S&^/ 31, 806. K-ras-containing 
nucleic acid tagments from normal cells and from 
Hep-G-2 cells were amplified by PGR using the 
appropriately configured primer bligonucleotides 

10 (SEQ ID NO: 5 and SEQ ID MO: 6) , were hybridized with 
a complementary 107 base pair probe and ^en 
exposed to the A/6 mismatch enzyme. 

The 107 bp DNA (SEQ ID »0:3> probe comprises 
codons 48-81 of the N-raa gene with four extra 

15 nucleotides, TTGG, at the 5 » end of the coding 
strand to serve as a tei^late for labelling, except 
that the sequence for codon 61 is CGA. The probe 
generates a T/6 and an V6 mismatch with the normal 
DMA and tumor DMA, respectively. The OHAis after 

20 cleavage with the h/G mismatch enzyme were 
denatured and separated on a sequencing gel using 
known methods. Maxam & Gilbert (1980) Math. Enz. . 
65, 499-560. 

Lanes containing tumor DMA presented a 44 base 

25 pair nucleotide cleavage product which was not 
found in normal DMA samples. ffhen a shorter 
labelled probe of 50 base pairs (SEQ ID N0:4) was 
used and primers 3 and 4 (SEQ ID NO: 7 and 
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SEQ ID NO: 8) were used to aaplify the target 
sequence, the same results were fpund, that is, a 
nucleotide digestion product of the A/G aisnatch 
enzyme, in that ease, 26 base pairs, was found in 
the samples of tumor DNA. but not in normal DNA. 

WMim a 

To determine the sensitivity of the mismatch 
enzyme cleavage method, the M-ras-containing 
fragment of the Hep-6-2 liver cells and the 107 bp 
probe (SEQ ID N0:3) as noted in Table 2 described 
above were hybridized and the tumor DHA/probe 
hybrid was diluted yith increasing amounts of 
hybrids comprising normal DNA and probe. The 
resulting mixtures then were cleaved with , the 
E. coli A/G endonuclease as described above. A 
specific 44 base pair cleavage product remained 
detectable at the 1/50 dilution. Because the N-ras 
locus is heterozygous in the liver tumor cell from 
which the genomic DNA was obtained, the assay is 
sensitive up to i percent, that is tumor cells are 
present in only one percent of the normal cell 
background. 
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The disclosure in all references recited 
herein is herein incorporated by reference. 

It will b« evident to one of ordinary skill in 
the art tiiat the invention described herein can be 
5 modified and adapted without departing fron the 
spirit and scope thereof. The artisan will further 
acknowledge that the Examples recited herein are 
demonstrative only and are not meant to be 
limiting. 
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15 



20 



25 



1. A method for identifying a nucleotide 
base at a single site in a nucleic acid comprising: 

(a) obtaining single stranded target 
nucleic acid secpaences; 

(b) hybridizing oligonucleotides 
comprising said site to said single 
stranded nucleic acid sequences, 
wherein said oligonucleotides may or 
nay not be coaqplementary at said 
site in said single stranded nucleic 
acid sequences, to form 
oligonucleotide-target nucleic acid 
sequence hybrids! 

(c) exposing said nucleic acid sequence 
hybrids to an enzyme that binds to 
mismatch bases to form 
enzyme-nucleic acid complexes or 
that cleaves one strand containing 
a mismatched base pair to produce 
cleaved fragments; 

(d) determining the presence of said 
enzyme-nucleic acid coinplexes or 
said cleaved fragments; and 

e) identifyit^g the nucleotide base at 
said site by virtue of whether a 
reaction with an oligonucleotide 
forms a complex or produces cleaved 
fragments. 
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2. The method of claim 1 wherein said enzyme 
specifically binds to or cleaves ■ at the 
adenine-guanine base pair. 

3. The method of claim 1 where said enzyme 
specifically binds to or cleaves at the 
thymidine-guanine base pair. 

4. The method of claim 1, wherein said 
nucleic acids are labelled with one or more 
detectable markers. 

5. The method of claim 4, wherein said 
detectable marker is a radioisotope. 

6. The method of claim 4, t^rein said 
detectable marker is an enzyme. 

7. The method of claim 4, vrtierein said 
detectable maurker is a dye. 

8. The method of claim 4, wherein said 
enzyme produces cleaved fragments and each cleaved 
fragment is labelled with a different detectable 
marker. 

9. . The method of claim 1, wherein said 
target nucleic acid sequences are coa^lementary to 
each other and obtained from a double stranded 
nucleic acid, said oligonucleotides ceaqprise a 

5 first and a second oligonucleotide complementary to 
a first single stranded nucleic acid and a third 
and a fourth oligonucleotide complementary to the 
second single stranded nucleic acid; and wherein 
said first and said third oligonucleotides comprise 

.0 A, 7r 6 or C at said site, and said second and said 
fourth oligonucleotides comprise at said site a 
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base other than that base which hybridizes under 
normal conditions with the base at said site in 
. said first and said third oligonucleotides. 

10. The nethod of claim 9, wherein said first 
and said third oligonucleotides are labeled and 
said target nucleic acid sequences complementary to 
said second and said fourth oligonucleotides are 

5 labeled. 

11. A method for identifying a base pair 
mismatch at a site in a nucleic acid comprising: 

(a) obtaining single stranded target 
nucleic acid sequences r 



(b) hybridizing nucleic acid fragments 
obtained from wild type cells or 
oligonucleotides comprising said 
site to said single stranded nucleic 
acid sequences, wherein said 
fragments or .said oligonucleotides 
nay or may not be complementary at 
said site in said single stranded 
sequence, to form fragment-target 
nucleic acid hybrids or 
oligonucleotide-target nucleic acid 
hybrids; 

(c) exposing said nucleic acid hybrids 
to an enzyme that binds specifically 
to base pair mismatches to form 
enzyme-nucleic acid complexes or 
that cleaves a nucleic acid strand 
^o produce cleaved fragments; and 



- 39 



wo 93/20233 PCrA]S93/Q2329 

(d) determining the presence of said 
complexes or said cleaved fragments. 

12. The method of claim 11, wherein said 
nucleic acids are labelled with one or more 
detectable marlcers. 

13. The method of claim 12, wherein said 
detectable marker is a radioisotope.. 

14. The method of cladm 12, wherein said 
detectable marker is an enzyme. 

15. The method of claim 12, wherein said 
detectable marker is a dye* 

16. The method of claim 12, \Aerein said 
enzyme produces cleaved fragments and each cleaved 
fragment is labelled with a different detectable 
marker. 

17. The method of claim 11, wherein said 
enzyme binds specifically to or cleaves at the 
adenine-guanine base pair. 

18. The method of claim 11, wherein said 
enzyme binds specifically to or cleaves at the 
thymidine-guanine base pair. 

19. The method of claim 11, wherein said 
enzyme binds specifically to or cleaves at a base 
pair mismatch. 

20. The method of claim 11, wherein said 
target nucleic acid is obtained from a patient 
suspected of having a genetic disease. 



INTERNATIONAL SEARCH REPORT 



International i^ipiication No. 
PCTAJS93/02329 



A. CLASSinCATION OF SUBJECT MATTER 
IPC(5) :C12Q 1/68 
USCL :435/6 

According to Intematjonal Patent Classificittion qPC) or to both national classification and IPC 



B. HELDS SEARCHED 



Minimum dooumentation searched (classifieation system followed by dajuiiication symbols) 
U.S. : 435/6,91 



Doeumoitation searched other than minimum documentation to die extent diat such documents are included in the fields searched 



Electronic data base consuhed during the international search (name of data base and, where piactieable, seaich terms used) 
MEDLINE, CAS ONUNB, APS, BIOSIS 
seareh teraia: HLA, mismatch rqiair. mutation, DNA, hybridization 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Categoiy* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No, 



SCIENCE, Volume 230, issued 13 December 1985, R. M. Myers et 
al., "Detection of Single Base Substitutions by Ribonuclease 
Cleavage at Mismatches in RNA:DNA Duplexes^ pages 1242-1246, 
see mtm document. 

CELL, Volume 54, issued 09 September 1988, A,-L. Lu et al„ "A 
Novel Nucleotide Exdsion Rspkr for the Conversion of an A/G 
Mismatch to C/0 Base Pair in E. coU% pages 805-812, see entire 
document 



1-26 



1-26 



fxl Fuitber documents are listed b the continuation of Box C. Q Seepatent 



family 



SpeeU GMeforici of cM d 



•A* 



dooncotdcfhiBS tfw geaenl I 
tobftpitf«rpifikaltf ' 



of Aeart whidi is BoteoMidcnd 

earikr docusoeat publkhed oa or ftlkr Ihe intniMtkictti fiim| (Ute 



i^documcaiimUiMate 
datoudeociDcodUctwttitteappiieMioQbetcMlo 



docniatt wfakh o^r Ihraw doyta M priori^ cliin^ 
cited to otebliih pi^ilkitioo d«0 simSa^^ 
fpecWftMOQ(M tpeafted) 



doewBsH ef paxtteabr ittevaaes; Ae 

eoQiidacdaovelorcMaotbecoaiidefBdtofavoiveia 



t of putfcttiw reievisce; ifae cUmed 
to iavolvB tn iBveotive mtp 
eontbioed with obd or more oAir «adi doa 
beins obvioM 10 k ^OM ddlkd B Ifao Mi 



be 
k 



Dste of the actual completion of the tntemational search 
14 JUNE 1993 


Date of maOing of the Interaational seareh npot 


Name and mailing address of Uie ISAAJS 
Conndtitoner of Patems and Trndemuts 
BoxFCT 

Wtihington, D.C 20231 
FacsimUeNo. NOT APPLICABLE 


LISA BENNETT f ^ \^ / J 
Telephone No. a03) 308^196 ' 



INTERNATIONAL SEARCH REPORT 



Intenutiooal application No. 
PCr/US93AI2329 



C (Continiiation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Categoiy* Gtatiaaofdoeuiiwnt.«^indieadon.«iiereapptopriate,ofthei^^ 



Rekvantlo dum No. 



PROCEEDINGS OF THE NATIONAL ACADEMY OF 
I SCIENCES, Volume 87, issued August 1990, K. Weibauer et al., 
"Mismatch-specific thymine DNA glycosylase and DNA 
polymeiiise Beta mediate the cotiectioa of 0-T raispaiis in nuclear 
extracts from human cells", pages S842-S84S, see entire 
I document. 

I THE JOURNAL OF BIOLOGICAL CHEMISTRY, Volume 266, 
No. 10, issued 05 April 1991, Y-C. Yeh etaL, "Two nicking 
eit^rme systems specific for mismatch-containing DNA in nuclear 

[extracts from human cells", pages 6480-6484, see entire 

Idocoment. 



1-26 



1-26 



Fann PCTASAmo (continnatioa of lecood iheet](Iuly 1992}* 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the appHcant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

.□^MAGE CUT OFF AT TOP, BOTTOM OR SIDES 

/ / 

y£] FADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

/ 

^ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 



IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



